[Abstract] Interferon regulatory factor 3 (IRF3) is a transcription factor, which is critical for the antiviral response against a wide range of viruses (Hiscott, 2007; Ikushima et al., 2013) . It gets activated in virusinfected cells via Toll like receptors (TLRs), RIG-I (retinoic acid inducible gene 1) like receptors (RLRs), cyclic GMP-AMP synthase (cGAS) -stimulator of interferon genes (STING), which are sensors of viral components in the cells (Chattopadhyay and Sen, 2014a; 2014b; Hiscott, 2007) . IRF3 is a cytoplasmic 
The proteolytic cleavage of IRF3 prevents unregulated expression of dsRNA-dependent genes (Sears et al., 2011) . We speculate that such mechanisms are used by viruses to promote their replication and to downregulate IRF3 responses. Therefore, the proteolysis of IRF3 represents a critical step, which both the viruses and the host can regulate to their favorable outcomes. This protocol provides a method to biochemically analyze the proteolysis of IRF3 in virus-infected cells. b. HT1080 cells were described previously (Chattopadhyay et al., 2016) 
Materials and Reagents

D. SDS-PAGE and Western blot
SDS-PAGE and Western blot procedures were followed from the standard protocols described elsewhere (Towbin et al., 1979; Renart et al., 1979) . Briefly, follow the steps below:
1. Load equal amounts of protein from the cell lysates or in vitro reactions on 10% SDS gels and electrophorese at 100 V for 2 h to separate the proteins.
2. At the end of the electrophoresis, transfer the separated proteins to the PVDF membranes using a Bio-Rad wet transfer apparatus at 300 mA for 1 h.
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